Major intrinsic proteins (MIPs) also called aquaporins form pores in membranes to facilitate the permeation of water and certain small polar solutes across membranes. MIPs are present in virtually every organism but are uniquely abundant in land plants.To elucidate the evolution and function of MIPs in terrestrial plants, the MIPs encoded in the genome of the spikemoss Selaginella moellendorffii were identified and analyzed. In total 19 MIPs were found in S. moellendorffii belonging to 6 of the 7 MIP subfamilies previously identified in the moss Physcomitrella patens. Only three of the MIPs were classified as members of the conserved water specific plasma membrane intrinsic protein (PIP) subfamily whereas almost half were found to belong to the diverse NOD26-like intrinsic protein (NIP) subfamily permeating various solutes. The small number of PIPs in S. moellendorffii is striking compared to all other land plants and no other species has more NIPs than PIPs. Similar to moss, S. moellendorffii only has one type of tonoplast intrinsic protein (TIP). Based on ESTs from non-angiosperms we conclude that the specialized groups of TIPs present in higher plants are not found in primitive vascular plants but evolved later in a common ancestor of seed plants. We also note that the silicic acid permeable NIP2 group that has been reported from angiosperms appears at the same time. We suggest that the expansion of the number MIP isoforms in higher plants is primarily associated with an increase in the different types of specialized tissues rather than the emergence of vascular tissue per se and that the loss of subfamilies has been possible due to a functional overlap between some subfamilies.
INTRODUCTION
The major intrinsic proteins (MIPs) constitute an ancient protein family and representatives can be found in virtually all types of organisms (Preston et al., 1992; Heymann and Engel, 1999) . These proteins form pores in biological membranes and facilitate the passive transport of a range of small polar molecules, most notably water and glycerol. Several structural features are conserved throughout the protein family such as the six transmembrane helices (H1-H6) connected by five loops (LA-LE) as well as two conserved NPA motifs (Asn-Pro-Ala) at the N-terminal end of two short helices in LB and LE (Fu et al., 2000; Sui et al., 2001 ). These oppositely oriented short helices connected by the two NPAmotifs facing each other in the middle of the membrane form a seventh helical transmembrane structure. The dipole moment of each of the half transmembrane helices creates partial positive charges centered at the NPA motifs and these charges prevent the passage of protons through the pore (de Groot et al., 2003) . Four amino acid residues, known as the aromatic/arginine-filter (ar/R filter), located toward the extracellular entrance form the narrowest part of the pore and are thought to determine the substrate selectivity (Fu et al., 2000; Beitz et al., 2006) . The MIPs are especially abundant and multifaceted in terrestrial plants suggesting that the expansion of this protein family has contributed to the adaptation of green plants to life on land (Danielson and Johanson, 2010; Anderberg et al., 2011) . The green plants (viridiplantae) consist of two major clades, the chlorophytes, including the majority of all green algae, and the streptophytes (Leliaert et al., 2011) . The streptophytes comprise a number of classes of freshwater algae, collectively known as the charophytes, and the land plants (embryophyta, Figure A1 in Appendix). The earliest diverging groups of embryophytes, the liverworts, mosses, and hornworts are all primitive in the sense that they are non-vascular plants (Shaw et al., 2011) . Following the evolution of vascular tissue in plants the lycophytes emerged and came to dominate the flora during the Carboniferous period with some species growing to heights of 30 m (Banks, 2009) . Even though all members of this group have leaf-like structures, these structures are not considered to be true leaves and only have a central vein (Banks, 2009) . True leaves evolved in the lineage leading to ferns and spermatophytes and by the time angiosperms split from gymnosperms the ability to produce seeds had emerged in spermatophytes.
The MIPs of terrestrial plants can be divided into seven subfamilies, the plasma membrane intrinsic proteins (PIPs), the tonoplast intrinsic proteins (TIPs), the nodulin 26-like intrinsic proteins (NIPs), the small basic intrinsic proteins (SIPs), the X intrinsic proteins (XIPs), the hybrid intrinsic proteins (HIPs), and the GlpF-like intrinsic proteins (GIPs). While the moss Physcomitrella patens contains representatives from all seven groups the dicots at most have five of these subfamilies, the PIPs, TIPs, NIPs, SIPs, and XIPs and monocots only four, having lost also the XIPs (Danielson and Johanson, 2008) . Whereas the number of subfamilies has decreased during the evolution of land plants the number of MIP isoforms present in each species seems to have increased. In P. patens only 23 isoforms are present while in higher angiosperms like A. thaliana and O. sativa 35 and 31 isoforms have been identified respectively (Johanson et al., 2001; Sakurai et al., 2005) . This difference is mainly due to an expansion of the PIP, TIP, and NIP subfamilies which is also manifested by the appearance of new subgroups within the two latter subfamilies. The current understanding of the evolution of the MIP family in terrestrial plants is based on analyses of MIPs in a moss and in higher angiosperms, representing lineages which split more than 440 million years ago. In order to get a more comprehensive picture of the evolution of the plant MIP family it is necessary to investigate MIPs encoded in genomes of species belonging to lineages diverging later than mosses but before the emergence of higher angiosperms.
In the present study we have classified and annotated the MIPs encoded in the recently sequenced genome of the lycophyte Selaginella moellendorffii and complemented the analysis by MIPs encoded in ESTs of gymnosperms and basal angiosperms to provide a more detailed picture of the evolution of MIPs in terrestrial plants.
RESULTS

IDENTIFICATION AND CLASSIFICATION OF S. MOELLENDORFFII MIPs
The diploid genome of S. moellendorffii available at Joint Genome Institute was searched using the complete set of Physcomitrella patens MIPs as queries. Out of 20 unique hits one was deemed to be a pseudo NIP gene after manual inspection, containing just one NPA-box and only parts of helix 1-4. No MIP encoding sequence was found at this locus on the homologous chromosome. Of the remaining 19 sequences approximately half already had a satisfactory gene model, defining the coding sequence and exon/intron boarders, whereas new models encoding more typical MIP features were created for the rest ( Table 1; Table A1 in Appendix).
The identified S. moellendorffii MIPs (SmMIPs) were then subjected to phylogenetic analyses (Figure 1) . Of the 19 SmMIPs, one clearly grouped with the SIP1 isoforms (SIP1s), three with the XIPs, and two with the HIPs. Hence, no further analysis was required for the classification of these MIPs and they were named SmSIP1; 1, SmXIP1; 3, SmHIP1; 1, and SmHIP1; 2. Three of the SmMIPs clustered with the PIPs, whereof one was firmly nested within the PIP1s whereas the remaining two together with the PIP2s and PpPIP3;1 ended up basal to the PIP1s with an unresolved internal relationship. Two sequences clustered with the TIPs and eight with the NIPs. Although the classification into the seven different subfamilies was straightforward, the phylogenies within the PIPs, TIPs, and NIPs were largely unresolved.
In an attempt to achieve a more precise classification of these MIPs, individual phylogenetic analyses based on separate alignments, were performed. These analyses also included the available relevant MIPs from plants lacking sequenced genomes but since these are likely to represent only a fraction of the MIPs encoded in these species, no names were suggested to leave the classification of these MIPs open for future more comprehensive analyses.
PHYLOGENY OF PIPs
All three S. moellendorffii PIPs have ar/R filters identical or very similar to those in other PIPs and are likely to be specific for water (Table 1; Figure A2 in Appendix). The PIP consensus tree (Figure 2) shows a clearly defined PIP1 clade with a bootstrap support of 99% and include representatives from the gymnosperms P. glauca, P. taeda and one sequence from S. moellendorffii. This is consistent with the initial analysis (Figure 1) , alas the phylogeny of the other PIPs in part remained unresolved. On the node basal to the PIP1s, the PIP2s of A. thaliana, O. sativa, and P. patens, as well as 2 sequences from S. moellendorffii and 11 from P. glauca clustered into 7 separate clades. Based on the phylogenetic analysis and a manual comparison to the reference PIPs, these S. moellendorffii PIPs were clearly not PIP1s and in contrast to the PpPIP3;1 they had the N-and C-terminal lengths characteristic of PIP2s, containing the among PIP2s conserved C-terminal phosphorylation site SFRS (Johansson et al., 2000) . They were therefore classified as PIP2s and hence the S. moellendorffii PIPs were named SmPIP1;1, SmPIP2;1, and SmPIP2;2. In accordance with earlier analyses the two PIPs from the algae Coccomyxa C-169 were basal to all other PIPs (Anderberg et al., 2011) .
PHYLOGENY OF TIPs
The TIP6s of P. patens together with two sequences from the liverwort Marchantia polymorpha and one from the quillwort Isoetes lacustris formed three separate groups on the most basal node of the TIP consensus tree (Figure 3) . On the next node two sequences from S. moellendorffii formed a sister clade to the TIPs of seed plants and to indicate an orthologous relationship with the TIP6s in P. patens, the SmTIPs were named TIP6;1 and TIP6;2. The TIPs of seed plants formed five stable clades, TIP1 to TIP5. The clades of TIP1s and TIP2s included sequences from gymnosperms, basal angiosperms, monocots, and dicots, and the TIP4 clade sequences from gymnosperms, monocots, and dicots. In contrast, the TIP3s and TIP5s contained monocot and dicot sequences only. As shown by the bootstrap support the TIP3s and the TIP5s are clearly associated with the TIP1s and the TIP2s, respectively. To facilitate a comparison between phylogenetic relationship and possible substrate specificity the ar/R filters of the different subgroups are shown in Figure 3 .
PHYLOGENY OF NIPs
Previous studies of NIPs in higher plants have established at least three major groups, NIP1, NIP2, and NIP3 (Sakurai et al., 2005; Zardoya, 2005; Gupta and Sankararamakrishnan, 2009; Danielson and Johanson, 2010) . In our analysis the NIP2s and NIP3s were well supported but to resolve the NIP1 group in the consensus tree it was necessary to lower the cut off value for collapsing nodes slightly from the standard 50% to 49% (Figure 4) . Of these three groups the NIP3s included sequences from P. patens, S. moellendorffii, gymnosperms and angiosperms, the NIP2s sequences from gymnosperms and angiosperms, and the NIP1s sequences from angiosperms only. The S. moellendorffii sequences in the NIP3 group were named SmNIP3;1 to SmNIP3;5. In addition to the three major clades, two sequences from S. moellendorffii and one from the fern Adiantum capillus-veneris formed a separate clade as did the P. patens NIP5s. The ar/R filters suggest that at least one of these SmNIPs and the fern sequence AcMIP1 are functionally equivalent to the PpNIP5s and in accordance with the phylogenetic analysis, the SmNIPs of this group were both classified as NIP5s and were hence named SmNIP5;1 and SmNIP5;2. However it should be noted that these two sequences are not very similar and the constriction region of the latter deviates from other NIP5s and instead show some resemblance to SmNIP3;2-3;4. Finally, a single sequence from S. moellendorffii was named SmNIP7;1 since it clustered with NIP7;1 from A. thaliana and also share the same ar/R filter. In contrast to the SmNIPs, PpNIP6;1, OsNIP4;1 and two gymnosperm sequences showed no apparent association with any other sequence.
DISCUSSION
Selaginella moellendorffii constitute the smallest genome of a sequenced land plant but nevertheless this spikemoss overall encode more protein families than the about twofold larger genome of the moss P. patens (Banks et al., 2011) , consistent with having a more intricate physiology. Despite this general increase in the number of protein families the number of MIPs in P. patens and in S. moellendorffii are very similar, 23 and 19 respectively. Thus there is no evidence of an overall expansion of the MIP family coinciding with the evolution of primitive vascular plants like the lycophytes. This suggests that the number of encoded MIPs instead increased at a later stage in the evolution of terrestrial plants with the emergence of spermatophytes ( Table 2 ). In our analysis six of the seven MIP subfamilies previously identified in the moss P. patens are confirmed in S. moellendorffii. This indicates that the seventh subfamily, the GIPs, was lost early on in the lineage leading to vascular plants, already before the appearance of the lycophytes. Interestingly, also the number of members within some of the subfamilies differs substantially between P. patens and S. moellendorffii. Each of the Frontiers in Plant Science | Plant Physiology www.frontiersin.org six subfamilies found in S. moellendorffii is discussed in detail below.
SURPRISINGLY FEW PIPs IN S. MOELLENDORFFII AND UNRESOLVED PIP2 GROUPS IN SEED PLANTS
The PIPs are the most conserved plant MIPs and form a monophyletic clade including the basal algal PIP4s. Within this clade the PIP1 group is well defined and has a congruent topology with the exception of SmPIP1;1 which appear more basal than the moss PIP1s. Despite this small inconsistency with the phylogeny of the species, the present result suggests that all terrestrial plants have PIP1 orthologs, implying a fundamental function in land plants.
Unexpectedly, compared to the three PIP1 genes found in P. patens, the S. moellendorffii genome only encode one and may therefore provide a useful naturally non-redundant system for addressing the physiological function of PIP1s. In addition to PIP1s it is clear that all of the terrestrial plants have at least one other type of PIPs, even though the phylogeny of these PIPs is not fully resolved.
In P. patens PIP2s and a PIP3 have earlier been defined as separate groups although the functional integrity of the latter has been questioned (Danielson and Johanson, 2008) and therefore the remaining two Selaginella sequences were annotated as PIP2s. Interestingly, both the angiosperm and gymnosperm non-PIP1s form two distinct clades with unresolved relationship and it is conceivable that these clades correspond to two distinct isoforms of PIP2s with specialized functions which evolved already in a common ancestor to gymnosperms and angiosperms. All the PIPs appear to be classical water channels when the ar/R filter is considered; the algal PIP4s have the residues FHCR at the filter, the PpPIPs and PIPs in higher plants FHTR, and the SmPIPs FHTR or FHSR. Thus, any functional difference between different clades of PIPs is more likely to relate to regulatory features rather than substrate specificity. However, it should be noted that all PIPs in terrestrial plants are likely to share some regulatory features as key amino acid residues of the proposed gating mechanism are conserved (D28, E31, S115, H193 in SoPIP2;1; Tornroth- Horsefield et al., 2006; Anderberg et al., 2011) .
TIPs DIVERSIFIED AFTER THE EMERGENCE OF PRIMITIVE VASCULAR PLANTS
In higher plants like Arabidopsis and rice five distinct subgroups of TIPs, TIP1 to TIP5, are discerned, whereas in more primitive plants like mosses and spikemosses only one type of TIP, TIP6, is found (Danielson and Johanson, 2008) . Although there are several isoforms of TIP6s in the latter species, they are all very similar within each species, indicative of a specific distinct physiological role of the TIP6s at least within the species. The SmTIP6 genes share the same gene structure with two introns which is also conserved in TIPs of higher plants (Johanson et al., 2001) , whereas only one of these introns is present in PpTIP6s, suggesting that the conserved TIP gene structure evolved in early vascular plants. Interestingly, ESTs corresponding to TIP6s in the drought resistant spikemoss S. lepidophylla were the seventh most abundant transcript, estimated to make up 0.5% of the total ESTs after 2.5 h of dehydration (Iturriaga et al., 2006) . This implies that the TIP6s might have a direct role in water relations. The presented phylogenetic analysis suggests that the first subgroups of TIPs appeared after the lycophytes had diverged from other vascular plants, when the TIP1s, TIP2s, and TIP4s evolved in the lineage leading to higher plants. This diversification happened before the angiosperm/gymnosperm split and these three groups are thus expected to be present in all seed plants. Furthermore, the well supported clustering of TIP1s with TIP3s and TIP2s with TIP5s suggest that each pair evolved from a common ancestor. Since TIP3s and TIP5s are basal to TIP1s and TIP2s, respectively, this implies that TIP3s and TIP5s were also present in the lineage leading to the gymnosperms but later lost. However, it should be noted that the apparent absence of TIP3s and TIP5s in gymnosperms is based on searches in EST libraries and the picture might change as genomic sequences become available for analyses.
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Typically the ar/R filters of TIPs have a characteristic histidine at the first position followed by a large aliphatic residue (I/M/V) at the second, a small amino acid residue (A/G) at the third and the among MIPs conserved large charged arginine at the fourth position. Based on the frequencies of occurrence, the original filter in the last common ancestor of all TIPs was suggested to be HIAR (Danielson and Johanson, 2008) . There are however some deviations from this consensus, e.g., the TIP6s from M. polymorpha similar to the HIPs have a histidine also at the second position of the filter, TIP5s and OsTIP4;2 have an asparagine or a glutamine at the first position, and one of the TIP4s from rice together with a TIP from quillwort have a threonine at the first and second positions. Most notably the TIP1s in angiosperms lack the arginine at the fourth position and instead have a valine (HIAV). Functional studies suggest that TIPs in general are permeable for both water and ammonia, whereas the TIPs missing the arginine have a wider range of substrates including hydrogen peroxide and urea (Soto et al., 2008; Azad et al., 2011) . Based on the ar/R filter we speculate that the gymnosperm TIP1s might functionally correspond to the TIP3s but only partly to the TIP1s in angiosperms since they are not expected to permeate either hydrogen peroxide or urea. A similar physiological function is supported by the fact that the expression of the TIP3s have been reported to be seed specific (Maurel et al., 1997; Gattolin et al., 2011) and at least one gymnosperm TIP1-like MIP (MIPFG) is also expressed in the protein storage vacuoles of seeds (Hakman and Oliviusson, 2002) .
NIPs CONSTITUTE THE MOST NUMEROUS SUBFAMILY IN S. MOELLENDORFFII
Similar to the TIPs, the NIPs form a highly divergent subfamily with large variation in ar/R filters (Figure 4) . Based on the ar/R residues at least three functional groups have been recognized (Wallace and Roberts, 2005; Mitani et al., 2008; Rouge and Barre, 2008; Ali et al., 2009 ) and substrate specificities have been reviewed extensively Ali et al., 2009; Bienert and Jahn, 2010) . It has been noted that the NIPs are surprisingly numerous in primitive plants and at least one of the phylogenetical subgroups (NIP3) had evolved already in a common ancestor of mosses and higher plants (Danielson and Johanson, 2008) . The analyzed SmMIPs support this finding and almost half (8) of the 19 SmMIPs are NIPs, where of 5 are classified as NIP3s. Two of the SmNIPs are proposed to be orthologous to PpNIP5s based on the common ar/R-filter FAAR. This filter is also present in bacterial NIPs supporting that this represents the ancestral specificity of the plant NIPs (Danielson and Johanson, 2010) . Interestingly, no NIP5 has yet been identified in higher plants. The somewhat similar ar/R filter of the NIP1s (WVAR) suggests that they have a similar substrate specificity and could therefore have replaced the NIP5s in higher plants. A single SmNIP grouped with At NIP7;1 and both are likely to correspond to PpNIP6;1 since the ar/R filters are related (AVGR and GVAR). Thus similar to NIP3s, the NIP6/7 function might have evolved already in a common ancestor of mosses and higher plants or at the latest in a common ancestor of vascular plants.
The low expression of NIPs in Arabidopsis suggests that transcripts encoding NIPs may be rare also among ESTs from other species (Alexandersson et al., 2005) . This indicates that many NIPs are yet to be identified in species for which a complete genomic sequence is not available. Nevertheless, we do find gymnosperm ESTs encoding NIPs that firmly cluster with NIP3s and NIP2s. Although the NIP3 group is well supported there is a large variation in the ar/R filters. The SmNIP3s can be divided into three types based on the ar/R filters (SIAR, PNAR, ANAR). Whether www.frontiersin.org these also translate into differences in substrate specificity and if they differ in specificity from the other NIP3s remain to be seen. The NIP2 group contains the best characterized NIPs regarding their physiological function and have been shown to have a role in the uptake and distribution of silicic acid within the plant (Ma et al., 2006) . NIP2 homologs have previously only been reported from monocots and dicots but the, in this study identified, gymnosperm NIP2 suggest that this physiological function was present in a common ancestor of gymnosperms and angiosperms. Two other gymnosperm NIPs appear to correspond to the NIP1s judging from a strictly conserved ar/R filter (WVAR), although the bootstrap support for such an association is weak. Hence, both NIP1s and NIP2s may be present in many seed plants although most dicots seem to have lost the NIP2s.
SIP2s EVOLVED LATER
The SIPs cluster together with the algal MIPC with high bootstrap support which may indicate an orthologous relationship. Intriguingly, previous analyses have indicated that MIPCs are actually more related to AQP11/12 in mammals than SIPs and this have hampered the classification of the MIPCs as SIPs (Anderberg et al., 2011) . The two SIPs of P. patens and the single SIP of S. moellendorffii all clearly belong to the SIP1 group whereas the angiosperms also have a SIP2 group. The hydrophobic ar/R filter of the SIPs from moss and spikemoss also supports the SIP1 classification. Our result is consistent with previous analyses of ESTs (Johanson and Gustavsson, 2002) suggesting that SIP2s have only evolved in the angiosperms whereas SIP1s go deeper and are present in all terrestrial plants sharing a common ancestor with the mosses.
XIPs -ALTERNATIVE ALIGNMENTS AND FUNCTIONAL REDUNDANCY
There are three XIPs encoded in the genome of S. moellendorffii compared to two in P. patens. Previous analyses have shown that XIPs from moss and spikemoss are basal to all XIPs from higher plants (Gupta and Sankararamakrishnan, 2009) . So far XIPs from higher plants have only been found in dicot plants and these cluster into XIP1s and XIP2s, although the latter have only been identified in two species (Ricinus communis and Populus trichocarpa). There have been several alternative suggestions for how H5 should be aligned to reference sequences and this has resulted in alternative ar/R filters, deviating at the second position. Here we suggest yet another alignment of H5, based on hydrophobicity plots (data not shown), where the predicted transmembrane region is shifted four residues toward the N-terminus of XIPs. Like earlier alignments this would preserve a glycine or an alanine at the position corresponding to G203 in SoPIP2;1, which is important for the close packing of H5 and H2 (Bansal and Sankararamakrishnan, 2007) . More importantly, all XIPs will now have a conserved glycine also at the position corresponding to F207 in SoPIP2;1, which will release the structural constraint in H2 at the position corresponding to G82 in SoPIP2;1. This is consistent with the large size variation of amino acids (G/A/S/V/F) found at this position in the XIPs. This new alignment results in a slightly more hydrophobic filter with valine at the second position in the dicot XIPs. At this position SmXIP1;3 has a threonine whereas the PpXIP1;1 and SmXIP1;1-1;2 have isoleucine or valine similar to dicot XIPs. Nevertheless, the PpXIP1;1 and SmXIP1;1-1;2 deviate from other XIPs in having a TIP-like ar/R filter with histidine in the first position. Interestingly, the XIPs have recently been lost in both monocots and in Arabidopsis. These evolutionary events as well as the change of ar/R filters in higher plants may have been possible due to a functional redundancy with TIPs. However, with the present understanding of MIP subcellular localization this scenario is unlikely since the XIPs of higher plants have been shown to be targeted to the plasma membrane (Bienert et al., 2011) whereas TIPs reside in the tonoplast (Jauh et al., 1999) .
HIPs AND TIPs -SHARED ANCESTRY AND OVERLAPPING FUNCTION?
So far HIPs have only been identified in moss and spikemoss. The ar/R filter in all three HIPs is conserved (HHAR) and appears to be a hybrid of the PIP (FHTR) and TIP (HIAR) filters, having histidine at both the first and second position (Danielson and Johanson, 2008) . To the best of our knowledge the substrate specificity of such a filter has not been tested. However, we note that it is identical to the ar/R filter in a TIP6 from Marchantia polymorpha, leading us to speculate that it is functionally equivalent to the filter in other basal TIPs (HIA/GR). Although the subcellular localization of HIPs is not known, a redundant function with the TIPs would explain why the HIPs were lost in higher plants and would fit in time with the expansion of the TIP subfamily. We also note that the lengths of the two first exons of SmHIP1;1 are identical to SmTIP6s, and if an alternative gene model is used for this position in SmHIP1;2 and PpHIP1;1 (data not shown) the first intron position of SmTIP6s and TIPs of higher plants is conserved in both the SmHIPs and PpHIP1;1. This is a strong indication of a shared ancestry of this region in HIPs and TIPs where the first position of the ar/R filter is encoded. The precise details of this common evolutionary history are difficult to reconstruct from our current data.
GENERAL REMARKS AND FUTURE PERSPECTIVES
Land plants encode more MIP isoforms than any other type of organism. It has been suggested that the major expansion of MIPs occurred as an adaption to life on land, enabling the plant to exploit concentration gradients as well as to tolerate drought and hypo-osmotic stress (Anderberg et al., 2011) . Here we have identified and analyzed MIPs encoded in the genome of the primitive vascular plant S. moellendorffii to investigate how the MIP family has evolved in terrestrial plants. The total number of SmMIPs is similar to that of moss and six of the seven MIP subfamilies in moss are also found in S. moellendorffii. Of the six subfamilies, the NIP subfamily is dominating in S. moellendorffii whereas both the PIPs and TIPs are uniquely few compared to all other land plants. Based on EST data a second expansion of the MIP family appears to coincide with the evolution of spermatophytes. It seems likely that this later expansion was a consequence of the development of more specialized types of tissue such as those present in the seed and the flower organs, requiring a more complex regulation of water and solute transport. Future analyses of sequenced genomes will hopefully corroborate the more precise timing of this event and provide more information on the transition from fresh water to life on land.
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MATERIALS AND METHODS
IDENTIFICATION AND ANNOTATION OF S. MOELLENDORFFII MIPs
The diploid S. moellendorffii genome, available at Joint Genome Institute 1 , was searched for MIPs using tblastn with P. patens MIPs as queries. In subsequent rounds of searches identified S. moellendorffii MIPs were included until no more MIPs could be found. The allele to be included in subsequent analyses was chosen randomly.
The genomic sequence around the hits was then checked for existing gene models. The models were evaluated and kept if they were found to accurately represent a MIP. New gene models were created if they were found to correspond poorly to the sequences of known MIPs with respect to conserved residues and lengths of predicted loops and transmembrane helices as well as conserved intron positions ( Table 2) . If no satisfactory gene model existed or could be created for a hit and no allelic variant could be found it was deemed to be a pseudo-gene and was excluded from further analyses.
SEQUENCE ALIGNMENTS
The alignments used for the phylogenetic analyses was created in the program MEGA5 (Tamura et al., 2011) and was based on a structural alignment of BtAQP1 (1J4N, Sui et al., 2001) , EcGLPF (1LDA, Fu et al., 2000) , EcAQPZ (1RC2, Savage et al., 2003) , SoPIP2;1 (1Z98, Tornroth-Horsefield et al., 2006) , RnAQP4 (2D57, Hiroaki et al., 2006) , MmAQPM (2F2B, Lee et al., 2005) , PfAQP (3C02, Newby et al., 2008) , HsAQP5 (3D9S, Horsefield et al., 2008) , and BtAQP0 (2B6P, Gonen et al., 2005) made in DeepView/SwissPdbViewer v4.0.1. All MIP sequences from Arabidopsis thaliana, Physcomitrella patens and from the chlorophyte algae species Chlamydomonas reinhardtii, Volvox carteri, Coccomyxa sp. C-169, Chlorella NC64A, Micromonas pusilla CCMP1545, Micromonas RCC299, Ostreococcus lucimarinus, Ostreococcus RCC809, and Ostreococcus tauri (Anderberg et al., 2011) as well as those of Oryza sativa were then added and manually aligned to the initial structural alignment. Accession numbers are given in Table A2 in Appendix. Finally the MIP sequences identified in S. moellendorffii were added and aligned. Since the N-and C-terminal regions were not included in the subsequent phylogenetic analyses no effort was put into aligning these.
1 http://www.jgi.doe.gov/
SUBSET ALIGNMENTS
Based on the resulting alignment three subsets including only PIPs, TIPs, or NIPs were created. The PIP alignment included all PIP sequences from the original alignment with the addition of PIPs encoded by full length ESTs from the gymnosperms Picea glauca and Pinus taeda. In preliminary analyses OsPIP2;8 associated with PpPIP3;1 however this was not observed in the final analysis when PIP2;8-like sequences from the monocots Phyllostachys edulis, Sorghum bicolor, and Zea mays were included. The algal MIPEs were included as an out-group. The NIP alignment, including all the NIP sequences from the original alignment, was supplemented with NIPs encoded by full length EST sequences identified in blast searches with selected NIPs against the NCBI database 2 . The searches were restricted to species belonging to viridiplantae, excluding monocots and dicots. To this alignment bacterial NIPs (bNIPs) which are the closest homologs to plant NIPs (Danielson and Johanson, 2010) were added as out-group. The TIP alignment was created in the same way but here the P. patens PIPs were included as out-group. If two ESTs from the same organism were found to overlap in such a way that they covered a whole coding sequence, the encoded MIP was also included.
PHYLOGENETIC ANALYSES
The phylogenetic analyses were performed using the Maximum Likelihood algorithm in MEGA5. The best substitution model for each alignment was determined within the MEGA 5 program and were rtREV + G + I + F for the alignment including all subfamilies, JTT + G for the PIP alignment and WAG + G + I + F for both the TIP and NIP alignments. For all alignments the number of discrete gamma categories was set to 5, all sites were used, the heuristic method was set to Nearest-Neighbor-Interchange and the initial tree was made automatically. For all analyses the robustness of the resulting best trees were assessed by 1000 bootstrap replications.
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